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1.0  INTRODUCTION

Single-use wipes containing chemical sanitizers suitable for use on lightly soiled,
nonporous, food contact surfaces are generally tested by a time kill method where the
cidal effect of a specific concentration of chemical agent is measured against both a
Gram negative and a Gram positive bacterium over a specified time period. The
percent reduction in numbers of test bacteria containing a soil load is calculated as
compared to a positive control. Standard practices for testing use the AOAC
Germicidal and Detergent Sanitizing Action of Disinfectants Method as described i in
Chapter 6, Disinfectants, Official Methods of Analysis for AQAC International, 17"
Edition, 2000, Section 6.3.03. This method will be modified to test a single-use wipe
on a moderately soiled, rough plastic surface in accordance with the EPA Interim
Guidance “Non-Residual Sanitization of Hard Inanimate Food Contact Surfaces
Using Pre-Saturated Towelettes (April 12, 2001)”.

2.0 PURPOSE

To determine the sanitizing action of a wipe containing a chemical agent that can be
permitted for use in sanitizing moderately soiled, rough plastic surfaces.

3.0 STUDY SPONSOR AND SPONSOR REPRESENTATIVE

Kimberly-Clark Corporation
1400 Holcomb Bridge Rd.
Roswell, GA 30076

Telephone No.: (770) 587-8678
Fax No.: (920) 225-3435

REPRESENTATIVE: Rhonda D. Jones
Scientific & Regulatory Consultants, inc., PO Box 1014
Columbia City, IN 46725

Telephone No. {260) 244-6270
Fax No.: (260) 244-6273

40 TEST FACILITY AND INVESTIGATIVE PERSONNEL

e e N e e e e ettt T =T

Hill Top Research, Inc.
Main and Mill Streets
Miamiville, Ohio 45147
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40

5.0

6.0

7.0

TEST FACILITY AND INVESTIGATIVE PERSONNEL CON'T.

Telephone No: (513) 831-3114

Fax No.: (513) 831-1217

Study Director: Kathleen A. Baxter, B.S.
Study Manager: Jane M. Young, B.S.

Other Investigative Personnel:  Margaret K. Haines, B.S.
Patricia M. Schario, B.S.
Elizabeth A. Schumacher, B.S.
Report Writer: Linda G. Schockman

APPLICABIE REGULATION

Federal Insecticide, Fungicide and Rodenticide Act (40 CFR Part 158)
EPA Interim Guidance “Non-Residual Sanitization of Hard Inanimate Food Contact
Surfaces Using Pre-Saturated Towelettes (April 12, 2001)”

RESEARCH STANDARDS

This study will be run according to Good Laboratory Practice Standards (40 CFR Part
160). In-Life Phase and Final Report audits will be conducted by the Quality
Assurance Unit of Hill Top Research, Inc.

EXPERIMENTAL DESIGN

Plastic pans identified as “Nalgene® Polypropylene Pan” [pre-sterilized] are
inoculated with a specific number of the test bacteria, containing 5% Fetal Bovine
Serum to represent a moderate soil load. Plastic pans were selected as they allow the
test surface to be thoroughly submerged in the recovery/neutralization media thus
achieving reproducible recovery and immediate neutralization. A deeply grooved
pattern was mechanically pressed into the bottom of the plastic pans to simulate a
rough plastic surface. The inoculum is placed on the rough area (5 and 7/8” X 8”) on
the bottom of the pan. A sufficient number of pans are inoculated to represent the
specified wiped surface area for testing (wiped surface area per pan measures
approximately 13.25” X 11” or 1 square foot). The pans are then wiped with a wipe
(12" X 127) containing the chemical germicide for a specified period of time. At
predetermined exposure time(s), 30 seconds, the remaining chemical agent on the pan
is inactivated, and the surviving bacteria are enumerated. The percent reduction in
numbers of test bacteria is then calculated. The percent reduction in numbers of
bacteria is calculated from a positive control.
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Page 2 of 12

December 16, 2002

Page 27 of 42



HTR Study No.: 02-120920-106

Kimberly-Clark Corporation p u PY

HTR Ref No.: 02-120920-106

Modified AOAC Germicidal and Detergent

Sanitizing Action of Disinfectants Protocol — Rough Plastic
Hill Top Research Confidential

8.0

9.0

10.0

11.0

12.0

13.0
13.1

PROPOSED EXPERIMENTAL STARTING AND EXPERIMENTAL
TERMINATION DATES

Proposed Experimental Starting Date: November 12, 2002
Proposed Experimental Termination Date: November 14, 2002
Proposed Completion Date: December 16, 2002

TEST SUBSTANCE IDENTIFICATION

Two lots of the test substance identified as Kimberly Clark Corporation EPA
Registration Number 9402-9 will be used for testing: Code 7345-90A (Saturation date
10-8-02) and Code 7345-91A (Saturation date 10-8-02). The lots of test substance
were transferred from Hill Top Research Study Number 02-12091%-106 and will be
assigned Hill Top Research codes for the generation of the test data.

TEST SUBSTANCE CHARACTERIZATION

The sponsor will assume responsibility for test substance characterization according
to 40 CFR Part 160.105.

TEST SYSTEM JUSTIFICATION

The test system is designated by federal regulations: EPA Interim Guidance “Non-
Residual Sanitization of Hard Inanimate Food Contact Surfaces Using Pre-Saturated
Towelettes (April 12, 2001).”

TEST SYSTEM IDENTIFICATION

The test organism to be used in this study will be Listeria monocytogenes, ATCC
15313 with 5% Fetal Bovine Serum incorporated as the soil load according to EPA
Draft Method Guidance #02, April 12, 2001. These organisms will be assigned a
unique code to provide for the correct generation of data.

TEST PROCEDURE

The study will be conducted according to the Germicidal and Detergent Sanitizing
Action of Disinfectants Method as described in Chapter 6, Disinfectants, Official
Methods of Analysis of AOAC International, 17® Edition, 2000 Section 6.3.03
(Appendix I) with modifications and the EPA Interim Guidance “Non-Residual
Sanitization of Hard Inanimate Food Contact Surfaces Using Pre-Saturated
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13.0 TEST PROCEDURE CON'T.
Towelettes (April 12, 2001).” Records will be maintained to verify compliance with
these procedures, and any approved modifications to these procedures.

13.2  The wipes (test substance) will be tested against the test organism containing 5%
Fetal Bovine Serum to represent a soil load.

13.3  The wipes will be tested as received from the sponsor. The wipe will be 127 X 127
and removed from the roll immediately prior to testing. [Two sheets will be
removed from the roll and discarded prior to removing the test sheet.] One (12"
X 12”) wipe will be used to wipe 4 pans/carriers. One wipe will be used to wipe the
specified total test surface area represented by wiping consecutive carriers. The
surface area wiped per carrier measures approximately 13.25” X 117 allowing each
pan to represent 1 square foot of wiped test surface (4 pans represent 4 square feet of

surface area wiped). {The wipe will be folded two times in half so that each separate folded
portion of the wipe will wipe one of each of the four test pans.]

13.4 Exposure conditions will be for 30 seconds at 23 +1°C after a wiping time of 30
seconds.

13.5 The neutralizer will be AOAC Neutralizer Blanks with Sea Sand in 400-mL amounts.
Neutralizer effectiveness will be determined according to Hill Top Research Standard
Operating Procedure 11-DEPP-20-0015A with both test organisms using the plastic
pan. The neutralizer will be added to the wiped pan and then the surface will be
rubbed [~34 times in the vertical position, ~18 times in the horizontal pesition, and
once around the entire edge (repeat 2 times) in a period of approximately | minute]
with a sterile rubber policeman to remove the bacteria.

13.6  Other modifications to the AOAC method are as follows:

1) The organisms will be harvested using 1.5 mL of AOAC Phosphate Buffer
Dilution Water per bottle instead of 3.0 mL as listed in Section 6.3.03D of the
AOAC method.

2) A 0.8-mL aliquot of the adjusted test culture suspension (~1.5 +0.5 x 10%) will be
used to inoculate each gridded test surface ($ and 7/8 “ X 8”) so that each area of
test surface (1 par/1 square foot) will be inoculated to contain approximately 2.8
X 107 CFUrcartier for 1 pan [1 sq. ft.] yvielding a count of ~7.5-12.5X 107
CFU/total surface area. The inoculum will be spread evenly over the pan in a
drop-wise fashion so that rows of drops are applied to the rough area on the
bottom of each plastic pan (a pattern consisting of ~8-9 drops X ~10-11
drops). The pans will then be allowed to air dry for 40 min at 37+2 °Cand a
relative humidity of at least 50%. The pans will be loosely covered with
aluminum foil during the drying process.
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13.0

13.7
13.8

13.9

[Mean (Avg.) of Numbers Control (Pag ja +..Pan 4b) - Survivors of Individual Pan (a + bY)
8

TEST PROCEDURE CON'T,

3} Numbers controls for each test organism will be conducted using four pans to give
the final count per total surface area (4 square feet).

4) Growth will be confirmed by macroscopic examination rather than the method
listed in Section 6.3.03] of the AOAC method.

5) The recovery medium will be Brain Heart Infusion (BHI) Agar with 25 mL/L
AOQAC Stock Neutralizer. Incubation will be at 35 £ 2 °C for 48 + 2 houss.
Plating will be conducted within thirty minutes of neutralizing the test substance
by the Pour Plate Method. Two, 10-mL amounts {10y of the AOAC Neutralizer
Blanks with Sea Sand will be plated across three plates and duplicate 1-mL and
0.1-mL amounts (10”2and 10 dilutions) will be pour plated. [AOAC Phosphate
Buffer Dilution Water with Sea Sand (400-mL) and AOAC Phosphate Buffer
Dilution Water (9-mL) and BHI Agar will be used for the numbers controls.]
Plate counts will be conducted in duplicate (a + b) and averaged for each
pan. Colony counts per milliliter will be multiplied by 4 to yield Colony
forming Units (CFU’s) per square foot.

Observations of conditions during the test will be recorded in the study records.

Plate counts will be conducted on the expressed fluid from the wipes

immediately after wiping the pans (carriers). Dilutions will be conducted in 5.9 mL
or 9 mL volumes of AOAC Neutralizer Blanks with plating as outlined in Section
13.6(4 with modifications to account for use of 100 mL of diluent in place of 400 mL
of diluent.

The percent reduction in numbers of test bacteria per square foot of surface area (each
pan) will be determined as follows:

For each pan
% Reduction/ 15q. ft. =

2 X100

[Mean (Avg.) of Numbers Contro! (Pap 1a + .. Pan 4b)}
8

13.10  The percent reduction in numbers of test bacteria per total surface area will be

determined as follows:
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13.0

TEST PROCEDURE CON'T.

For each of the 4 pan set (4 square feet)
% Reduction/ 4 square feet. =

[Sum of Numbers Control (Pan Lg .. Pan 4b)l - [Sum of Survivors (Pan 1§ .4 b))

X 100

[Sum of Numbers Control (Pan la + ... Pan 4b)l

13.11 The percent reduction in numbers of test bacteria surviving in the expressed fluid

{Sum of Numbers Control (Pan la + .., Pan 4b)] ~ [Survivors from Expressed Fluid]
2

from the wipe wili be determined as follows:

X100

14.0

15.0

16.0

[Sum of Numbers Centrol (Pan la + ... Pap 4b)}
2

STATISTICAL METHOD

No statistical analysis is required to interpret the results of this study.

REPORT

A draft report will be issued, for review by the sponsor, prior to issuing the final
report. The report will inctude (but not be limited to) identification of the test
organism, test procedure, protocol modification (if any), identification of the test
material, solvent (if any), test concentration, subculture media, results, and summary.

DATA RETENTION

The final report and a copy of the raw data will be sent to the sponsor following
completion of the study. All records that would be required to reconstruct the study
and demonstrate adherence to the Protocol will be maintained. Following completion
of the study, the original raw data and the original of the final report will be
maintained indefinitely in the form of hard copy to comply with EPA record keeping
regulations. The testing facility will retain a copy of these study records in the form
of microfilm.

Upon completion of testing, the test substance will be held for one month and then
destroyed; or, at your request and cost, sent back to you.

November 11, 2002
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17.0 NOTICE

If it becomes necessary to make changes in the approved protocol, the revisions and
reasons for change will be documented, reported to the sponsor and will becormne part
of the permanent file for that study.

Similarly, the sponsor will be notified as soon as is practical whenever an event
occurs that is unexpected and may have an effect on the validity of the study.
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18.0 PROTOCOL APPROVAL FORM
MICROBIDLOGICAL SERVICES DIVISION
L TOP RESEARCH, INC.
PROTOCOL TITLE REEERENCE CODE

Medified AOAC Germicidal and Detergent DISPPROVGERM.SANVKIMC
Sanitizing Action of Disinfgctants-Rough Plastic

PROTOCOL APPRO FOR: HILL TOP RESEARCH, INC.

BY: X . kf@j{ﬁ/ Ny
thieen A. Baxter, [B.S. Date
tudy Director
Microbiological Seryices Division
otogol rove onsor's Representative);
Q)C/Jln D Q.w—— [1=1{~0 3~
Sigﬁed: Rhonda D. Jongs Date

Scitntific & Regulatdry Consultants, Inc.
PCBox 1014

Title: Agent for Kimberdy- Elark Corporation
Columbia City, IN 45725
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DrsmorncTANTS
Chapter 8, p. 10

0PY

ADAL Orrcial METHOOS OF Analrsis {2000}

6.3.03 )
AQAC Official Method 960,09
Germicidal and Detergant
Sanitlzing Actlon of Disinfectants

{0 Phosphate buffer dilution water.—Add 1.25 ml0.25M phas-
phate balfer stock salution, {¢}, to 1 L H,0 and dispense in 9% mi
porlions, Autoclave 20 min st 121°C.

&) Text orgamitme.—Use Escherichia coli ATCC No. 11220 or

R Firat Action 1980 Staphylococeus aursus ATCC 6538, Incubste 24 and 48 &, respec-
' Finul Action tively. Majntaln stock cujesres o nntrient agar (AOAC), (a)(3), st
. refrigeratnt temperature,
(Bultable for daterraining mind onofcemicl bl o tatance to Phenol of Tast Cuttares -
mbepsmiuad.tuuuiauniﬂ:lupreclmnd.mpomlnod :
contast surfaces, Mininum recommended starting om s Determine resd o phenol at least every 3 months by 955,11

2-4x thds concentration, Test also determines maximum water hard-
nwfwdﬁmdmmnhwpmi.ﬁndmmof
hazd-watettolerance remlts with pure alkyl dimethy] benzyl um-
mardum chioride at 700 and 900 ppon (4 g/mL) hardness, and pure
C5 sllcyl dimathyl benzyl ammenivem chiorids [Cetalkonium Chlo-
Tide], &2 400 and 550 tudmL)ppmhuduu.eipmwduCnco,.)

A. Reagents .

() Cultwre madia.—{1) Nutriant agar A.—Baoil 3 g beef axtract,
5 g peptane {from Difeo No, 0118 or equivalent; special grades must
notbe used), and 15 g salt-free agarin1 LB, Do niot ase premixed,
dehydrated madin. Tube, 1od wutoclave 20 min s 121*C. Use for
daily transfes of teat cultura. {2} Nutriend agdr B.—Prepare a3 shove
‘but use 30 g sgar. Use for growing teat cultures in French wquare bot-
tes. (3) Nutrient agar (ADAC).—See 955.21A(¢) {see 6.1.01), Use
{or preparing stock culturs slants, .

(b) Subcidture media—(!) Use tryptane glucote extract agar
(Difeo No. 0002), adding 25 ml stock neutralizer, ()L
(2 Tryptone glucoss muwact agar (Difeo). '

{c} Neatralizar stock rolutjon.—Mix 40 § Lecithin (Alcoles
Granules, Ameriean Lacithin, PO Box 1908, Danbury, CT 06813,
USA [25-50 kg containers only} or Advanced Leclthin Products,
PO'Box 677, Danbury, CT 06804, USA), 240 ml. polysorbate 80,
and £.25 L phosphate buffer, {¢); dilute with H;0 to | L and adjust
1 pH 7.2. Dispenss in 160 ml. portions and auteclave 20 min at
121'C. . .

(d) Newraliver blamks.—For use with 200 pperi qualernary am-
eniurn compound. Mix 100 b neutralizer stock solution, (¢),
25mL0.25M phesphare buffer stock solotion, (), and 1675 mLH,0.
Dispense i1 portions Into 20 x 150 mm tubes. Autoclave 20 ain
a 121°C. N :

- (see 6.1.01). Reaistance of B coli skould be equivalent 1o that speci-

fied for 5. typhiin 955,111 (see £.1.01) and that for 5. aurews equiv

alent fo that specifind for this organism in 955.12 (see 6.1.02); slsa, "
use procedures ander 99L48A(b) {rer §.2.07) for S, qurens,

C. Apparatus

(8} Glassware.—1350 ml wide-mouth Ezlenmeyers; 100 mlL
gracuats; Miokr, serclogical, medfor bacterie] gical (APHA specifi-
cation) pipets; 20 x 150 mm test mbes. Stesilize at 180*C in hot air
oven 22 b

(b} Petrt dishes.—Sterils,

() Franch square bontles.—175 mL, fliat Elass.

(d) Warer bath —Controlled at 25°C, °
L. Prep of Culture Suspansion.

From stock culture inoculate tube of nutrient agar A, A{a)(I} and
wake 23 consecutive daily mansfers {<30), incubating transfers
20-24 h at 35-37°C. Do not use ransfars >30 days, I only } daily
ansfer bas been missed, 0o sperial pricedures are required; if
2 daity ransfers are missed, repeat with 3 daily transfers.

Frepare 175 oL, Fronch square culture bolties contsining 20 mL
nutries agar 8, A(aX2), sutoctave 20 min at 1219C, and Jet aolidify
with bottle in horizontat position. Inoculsis culture botdes by wash-
ing growth from slant with 5 mL phosphate buffer dilution H0, -
A}, into 99 mL. phosphate butfer dilution Fl,0, and sdding 2 ml of
this ruspension to each culture bottle, tilting back and forth 1o dis-
tributn susrpension; then drain excess Tiquid Yncubate 1824 b ar
35-37"C, agac side down. Remove talture from agar surface of 4 or
more bottles, wing 3 L phosphate buffer dilution H,0 and glase
Minuchhmswnumdmwth.ﬂlmwmenﬁonmd\

- ‘Whatman No. 2 paper prewet with 1 ml sterile phosphate buffer,

and collect in starile tabe. (To hasten filtration, Tub paper geatly with

(%) Phosphate buffar stock solution.«-0.25M. Dissolve MO aterile poli ) Standardi peasion to give average of 10x
KH,PO, in 500 m, H,0, sdjust to pH 7.7 with LM NaOH, and ditute 1! organisma/mL. by dijution with sterile phosphate bufer dilution
te 1L, K0, AiD. .
Tabia 960,004 Percent light tranami #t various wavelengths cor Ing ta bactertal concentrations

% Light rans with flitars, nm ‘ Averag al
3 A0 480 430 580 580 asc countmL
7.0 40 LX) ec 80 70 8.0 aox10f
B 5.0 7.0 L T0 70 8.0 &.c 1.5
940 a2 8.0 X+3 8.0 0 0.0 102
10.0 T.0 9.0 8.0 2.0 110 110 LX)
11.0 80 10.0 1c.0 100 120 12.0 7
13.0 2.0 12.0 12.0 12,0 12.0 15.0 at

© 2000 ACAC INTERNATIONAL
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DISWFECTANTS
Chapter 8, 9. 11

Tubie 956.068 Praparstion of Ba804 suspenalons
corrsaponding to baclerial concantralions

i 2% BaCl, 1% Hy50, - Avemge dacterdal
Standard No. _soition, mL (i) solon, mL___counvrml.
40 " 980 s.0nte"
50 86.0 75
80 4.0 85
10 %0 10.0
8.0, 920 120
100 8O0 135
12.0 320 150

IR T T N TR U

{€) Determination —Dilute 525 mL lest sample (depending on
hardoess) to $0 mL with H;O in Brdeumeyer of casserole. Add } mL
Incffer sabution (67.5 g NH,C1 aoet $70mL NH,OH diluted to 3 L with
H,O), 1 mL inkdbitor (5.0 g Na,S-555,0 ar 1.7 g Ns,5-SH,0 distaivesd
in 100 mL H,(3), and ope or 2 drope indicstor sobation (0.5 g Chrome
Black Tin 100 mL 60-80% alcohol). Titrats with EDTA srandard so-
Rution slowy, sirring contimuoualy, unt] ias reddish tinge dissppears
from solution, adding Inst few drops st 3-5 4 intervals,

Hardoess as mg CaC0y/L »
(el standard solotion » 1000)¥mE. test sampie
G. Prapsration of Test Samples

If Lumeiron colorimeter by wsed, dilute suspension o sterile
Luametron tbe to give % T according to Table 260,094,

I McPasiand nephefometer and BaS0, standnrds are uaed, sehect
7 tubes of same 3d a5 that containing test eulture yuspension. Flace
10 m. of each suspearion of BaSO,, preparad as indicated in Ta-
ble 960098, in sach tube and seal tube. Standardize suspension 1o
correrpond to No. 4 standard.

E. Synihatic Hard Water

Prapars Solution ] by dissolving 31.74 § MgCl; {or equivalent of
hydrates) and 73,99 g CaC); in boiled distilied KO and diluting to
1 L. Prepare Solution 2 by dissolving 56.03 g NaHCO, in boiled dis-
tilled H;O and dilutiog to I L. Solusion 1 may be hest sterilized; So-
lution 2 must be siarilized by filrtion. Pisce required amount
Sotution ] in sterile 1 L flask and add 2600 mL sterile distilled Hy0;
then sdd 4 mL Solution 2 and dilate to 1 L with stesile distilled H,0.
Bach mL Soluzion ! will give & water equivalent to ca 100 ppm of
hardness calculated as CaCO, by formule:

Total hardness &3 ppm (1g/ral) CaC0, = 2495 x ppm {up/ml) Ca
.+ 4115 x ppm (Rg/mL) Mg

pH of all test watwrs 2000 ppon (up/mi) hardness should be
1.6-8.0. Check prepared synthetic waters chemically for hardness at
Mdm.msbuwlunmdwnmummmudm

dard Muthods for the Examination of Water and
Warnewater 20th Ed., 1998,

¥. Hardnass Mathod

(s) EDTA standard tolution.—Dlssolve 4.0 ¢
NapH,EDTA-2H; 0 and 0,10 g MgCly- 8H,O in 500 mL HyO and ad-
just by subsequent dilution s that 1 mL of solution is squivalent to
1 mg CaCO; when deratod a4 in (6). Check EDTA solution sfter
propartion or, i ially purchased, agsinst CaCO, standard
st jeast every 2 months.

(b) Caleium standard solution.—1 mL = | mg CaC0;. Weigh
1.00 g CaCO,, dried avernight ot lenger at 105°C, inte SO0 mf.
Erlenmeyer and add diluta HCL through fuanel until CaCOy is dis~
solved, Add 200 mL H,;0, boil to expel CO;, and cool. Add few
drops methyl red indicazor and adjust coloe to intermediate orange
with dilute NH,OH ot HCL s required. Transfer quantitativaly o 11
wolumetric fask and dUute to yolume.

Use composition declared or

d s guide 1o test sampie

. welght required for volume sterile HyO wsed 1o prepare 20 000 ppm

(/L) solution. From this stock ditution, tranafer 1 mL into 99 mL
of the water 10 be used in test 1o gve concentration of 200 ppm
{ug/mL) . In making trasefer, fill-1 mL pipet and drain back into

COPY

sock solution; then refil], 1o correct for sdsorplion on glass. After -

mixing, discard 1 mL to provide 99 mL of the test water ja H.

H. Operating Techniqua

Mearuiz 99 L water (o be used in test, conlaining bactericide at
concentration to be tested, tnto chemically clean, stcriie, 250 ml.
wide-mouth Ecleomeyer and place in ¢onstant temperature bath on-
tilit resches 25*C, or 220 raiti. Prepare dupticate flasks for each ger-
micide 1o be tested Also prepare similar Dutk conttining 99 ml.
steriie phosphats buffer dilution H,O, A{f), & “initial numbers”
control.

Add I mL culture suspeasion to each lest flask as follows: Whirl
flask, stopping just before suspension is added, creating eacugh re-
sidual motion of liquid to peevent podling of suspension at point of
contact with test water, Add puspension midway betwesn cemiter and
odge of surface with tip of pipel alightty imnersed in test solution.
Avoid touching pipet to nack of sid of flusk during addition. Trans-

fer 1 mL p of thia d culture 10 lizer blanks ex-
actly 30 and 60 3 sfer addition of Mixwell i distely
afier ransfor.

Por “pumbers control” ransfer, add 1 ml exiture suspengion w
55 mi, sterile phosphate diluticn HyO fu same manner. In case of
numbers control, planis need be made only immediately after sdding
and mixing thoroughly $30 1. (It is sdvantageous to use milk pipets
to add culture and withdrew test sampies.)

Plaw from newualizer tobe tn agar, using subcuinice medium
A®) for g y pounds and A(bX2) with
mmbmcmroi.?«'hne 0.1 mi pertions ars planted, tas 1 ml pipet
graduated in 0.1 L. intervals, For dilutions Lo give countable plates,
use phosphate butfer dilution H,0. A(l}. For sumbers control, use
folbmdﬂumn procedure: Tranafer 1 mL exposed cultare (1 mL

P fected to 99 mL phosphate buffer dilution
H,Oin H,O bath) to 99 ml. pheaphiats buffer dilution H,0, A(D, (df-
lutioa 1. Shake thoroughly and ranafer | mL dilution 7 10 99 ml
phosphate butfer dilution HyO, A(D), (dilution 2). Shake thorcughly
and zansfer | mL diZwion 2 to 99 enL. phosphate bufter dilution H,O
(ditusion 3). Shake thoroughly and ansfer four 1 ml and four

0.1 ml aliquots from dilution 3 to individual sterile Petri dishes.

For test sainples, we lollowing dilution procedure: Transfer I mL
exposed cullure into 9 mL peutralizes, A(d). Shake and tracsfar four
1 mi. and four 0.1 mL aliquots tc individual sterile Poird dishes. For
numbers control, use subcultnre medium A(b)(2); for tests with qua-
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teThary da, use medium A®)(I). Cool agar to
solidify, mmmmmmmunms-cwmmm.

I Rasults
Ta be considarad valid, results must meet standard effectiveness:
WMndudﬂummtofmbuofuthmmans Re-
pmmuhmﬂnlwmdmtmdpetemrduwwove:
trol. Courts n numbers control for germicde test mix-
wure should £a7l batwsen TS xod 123 x 10%mL for pummdmm
to be sonsidered valic,

J. Swriilty Conlrols

{a) Nuwralizer.—Plate 1 mL from previw.sly unopened tabe.

(b} Water—Piate 1 mL from esch type of waler used.

(c) Sterila distilled water.—Fiste 1 mL. After counting plates,
umﬁnnhuuwivmmnimm E. coli by transfer ta brilliant
greenbils beoth fermentation lubes or lsctoss hroth and EMB agar;
mnﬁm.s‘. Aureur by microscopic examination.

Rsfernmu Am. J. Public Hm!th 33, 1405(1948).
7. Mk Food Technol. 19, 183(1956).
Fad. Regiez. 31, 7020(1956).
JAOAC 41, 541{1958); 56. 30!(]9'73]

3.04
AOAC Official Method 861.02
Germicidal Spray Products
as Disinfectants
First Action 1941
Final Action 1884

(Sumbh dermnmtng lffectivmu of sprays and pressurized
$0r3y P ak apot for inated surfuces.)

Trichopkyton mentagrophyres ATCC
$.170 (see £.02), to which has been
-polyethoxy-ethanol (Tritow x 100, Un-

ion Carbide Corp.y10 ml 1o facilitaa wpreading, Salmo-
neila choleraaswis ATCC NoNLOTOR, maintained n n Hl.ﬂ‘\{h)
(see 6.2.02), Staphplococcus audgus ATCC No. 6534, maintained 15
@ 99LA8A(D) (1ee 62.03), and\Prandomonas aeruginosa ATCC
No. 15442, maintained sa in 9914346} (se4 6.2.08). Incubate all bac-
tecial cultares for 48 1, wicept

B. Apparstus

{set $.3.02), and in sdditdos:
(3) Capillary pipets.—0.1 mL, pradu
Sterilize i air oven 2 b at 1B0PC
(b) Microrcope slides.—Noncorrosive, 25
or 18 x 36 mrn gleas slide. Stecilize by placing i
Petri dish raatoed with 2 pieces 9 cm fller paper (
eqquivalent) o aic oven 2 h at 180°C.
(¢) Bacteriological culturd ebes.—Pyrex, 32 x 2
Glasz, Lnc., PO Box B, Vineland, NI 08360, USA).
. () Metal forcaps.—Sharp points, sraight, 115 mm J

© 2000 ADOAC INTERNATIONAL

Operatings Techniqus

horoughly shake 43 h autrlent broth cultures of
5. ‘choleraessis and S. aureus sud Jet soktle- 10 min, For
ruginasa, follow pesparation of culture under $91.43A(c)
(ree §.2.05). With suslle capillary pipst ot stezile 4.0 mm loop,
transfée 0,03 oL, cultura onto 1 3q bn stexils test slide in Petri dish

i Iy and repest thon until 12 slides have beea pre-
pared & orgasism. (Use 2 alides w5 control,) Dry all alides
3040 n3T'C.

lides for specified time and distance. If no time or
od, wee 10 5 at 1 ft (30 cm). Hold each slide

ing 20 l. approriste subeuiture me-

mﬂmwghly ubmhlppumclwdymmnun ke
brmh. Transfer

for primary and secondary lranafers 48 hat
)nr-(nupwm). )mlm; oﬂsﬂ urnnnms
in100f 10 iraisis p Fecling astion.
Forprocedures tobe Ilomﬁin 2430TING :undard culmms. for
5. choleraesuls, see ATAQ) {ree 6.2.00), for §. dureus,

991.48A(D) (ree 6.2.00% for P. aerupinosa, see FYLASA(C) -

{tea Q‘.Z.OS}, For T. meniagriphyies, see 955,17A and D (see 6.3.02).
If there is xuunn o belm o that lack of growih in mhtmufe.r
tabes is dut 1o b i inoculate sil incubated subculture

1ubes with loop needle inoculytion of respective teat cutture and
reincubats. Growth of these la sliminates bactefiostasis us
causs of lack of growth. ¥ 12 question us'to possibllity of
contsmization & source of g th i'n luh:ultme tubes, make
gram stains and/or subculrare for\d ding 1o re-
spective test cultare. .

I fungicidal sctivity as well u t sctivity is invelved,

use test suspansion of T. mentagtophytes spores, $55.17D
(##¢ 6.3.07), xd propace 12 alldes, ushng 0.01 mL standard spore
suspenston, spraying and subcul exactly as above. Make
subcultures In glucose broth, $55.1TE e« 6.3.00), incuvating
7 days m 2530C.

Referances: JADAC 44, 422(1961); 50, 763(1967).
Soap Chere. Spec. 38(2), 69(196%); 61, 400(1973).

5.3.05
ADAC Officlal Msthod 068,

$poricidal Activity of Dieint
First Action 1088
Final Action 1067
{Sultable for detsnnmln; sporicidal activity of\liquid and
» rr b to L or \ in
or sh of aporicidal activity i specified

lpur:-!urmln; bacteria in varous ulfunlam nn-d poteRtisl effl-
cacy 15 slerilizing agent.)

A. Reagents

(a) Culturs madie—(I} Soil extroct nutrient broth—]
1 Ib (454 £ garden soilin b T H,0, Giver seversl imes through §&5
No. 548 paper, and dilute to volume (pH should be 25.2). Ad
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